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• Methods and Results: We designed 30 primer pairs using next-generation sequencing and classifi ed 25 pairs as polymorphic.
Observed heterozygosity ranged from 0.5 to 1.0, and expected heterozygosity ranged from 0.418 to 0.907. The combined probability of exclusion was greater than 0.999 and the combined probability of identity was less than 0.001, indicating that these microsatellites are appropriate for investigations of genetic structure, individual identifi cation, and paternity testing.
• Conclusions: The developed molecular tools may contribute to future studies of population genetics, answering ecological and evolutionary questions regarding effi cient conservation strategies for C. brasiliensis .
disequilibrium were calculated using FSTAT version 2.9.3.2 ( Goudet, 1995 ) . The combined probability of exclusion ( P e ) and combined probability of identity ( P ID ) were calculated using CERVUS 3.0.3 ( Marshall et al., 1998 ) . Departure from Hardy-Weinberg equilibrium (HWE) was estimated using GenAlEx 6.5 ( Peakall and Smouse, 2012 ).
electrophoresis, which was performed on an ABI 3500 Genetic Analyzer (Applied Biosystems). SSR allele peaks were detected using GeneMarker version 1.95 (SoftGenetics, State College, Pennsylvania, USA). The number of alleles ( A ), observed heterozygosity ( H o ), expected heterozygosity ( H e ), fi xation index ( F ), and gametic primers developed here can be applied to investigations of genetic structure and can also be transferred to other Carpotroche species. In short, these molecular markers will be useful for improving the knowledge of this important forest resource, which provides food for midsize fauna and economic support for families reliant on farming in southern Bahia, Brazil. A total of 380 sequences were generated, of which 33.4% had microsatellites. Thirty primer pairs were designed, 25 of which were polymorphic, with expected fragment sizes and patterns of amplifi cation. NGS results, including the number of designed primers, information about amplicon size, and repeat length, are available in Table 2 . The description of primers and characterization of each locus are provided in Table 1 . Six types of repeat motifs were identifi ed in the primer set. The dinucleotide motif AC/TG had the highest percentage of occurrence, followed by AG/TC ( Fig. 1 ) ; this indicates that, unexpectedly ( Morgante and Olivieri, 1993 ), the AG motif seems to be the second most common in the C. brasiliensis genome.
The 25 studied loci had a maximum of 12 alleles per locus. Estimates of H o consistently exceed those of H e , indicating an excess of heterozygotes as shown by a negative fi xation index. We found signifi cant differences in number (193 alleles in the Pau Coco population and 174 alleles in the Santa Rita population) and frequency of alleles between the analyzed populations. Additionally, we discovered private alleles in both populations ( Fig. 2 ) . For CA_3 and CA_21 ( Fig. 2B and 2D ) , all of the alleles from the Santa Rita population were different from those that were found in the Pau Coco population. The allele frequency distribution was different for most of the loci. The Pau Coco population showed deviation from HWE in four loci (CA_1, CA_13, CA_21, and CA_32). In contrast, in the Santa Rita population, we observed deviations from HWE for three SSR loci (CA_7, CA_10, and CA_12) ( Table 3 ) . We did not observe gametic disequilibrium between pairs of loci, indicating that the entire set can be used for population and quantitative genetic studies. The average combined P e was greater than 0.999, valorizing the developed molecular markers as well as the values obtained for the combined P ID (1.4 × 10 −29 and 7.3 × 10 −27 for the Pau Coco and Santa Rita populations, respectively) ( Table 3 ) .
CONCLUSIONS
The economic and ecological interest in C. brasiliensis makes studies related to population and quantitative genetics imperative for future advances in conservation and breeding programs for this species. The genetic characterization of these 25 new microsatellite loci indicates the accuracy of these new genetic tools for paternity tests, which can be used in studies of gene fl ow. Our results based on the distribution of allelic frequencies highlight the importance of selecting the best loci for each analytical purpose. For example, in ongoing research we are comparing the distance of gene fl ow occurring in natural and crop populations (agroforestry) to propose a management design to maximize the admixture between these populations. The planned distribution of C. brasiliensis plants in an agroforestry population will help both in the conservation of local fauna and in genetic diversity, which is important to start a breeding program for this species. Additionally, the microsatellite Note : A = number of alleles; F = fi xation index; H e = expected heterozygosity; H o = observed heterozygosity; n = sample size; P e = combined probability of exclusion; P ID = probability of identity. 
